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Figure S1. Schematic representation of His 6 -eGFP(A206K) in the pRSETa construct. His 6 tag is shown in purple, two added A bases before BamHI site are shown in blue, and eGFP(A206K) is shown in green. Figure S4 . Maximum dark time for (a) His 6 -PA-GFP and (b) His 6 -PA-mCherry1. As illustrated by the insets, the specific maximum dark time (T DMAX ) is calculated using a bisection method. Walking along the curve one bisection point at a time, points on the left and points on the right of a given bisection point are averaged and two lines (red) are fitted. The bisection point (black circle) minimizing the sum of errors for the two fit lines is taken as the T DMAX . All error bars represent SEM. Figure S6 . Blinking of PA-mCherry1 using SAMI. The photophysical properties of fluorophores used in SMLM are highly dependent on experimental and imaging conditions. Here, purified PAmCherry1 is sparsely attached to surfaces in a controlled and reproducible manner. When placed on surfaces, PA-mCherry1 remains mobile (via a flexible linker) and is attached with a specific orientation (via a His-tag). This setup allows the fluorophore to stay in close proximity to the coverslip surface (at an optimal distance for TIRF). The approach allowed us to identify imaging conditions where PA-mCherry1 efficiently blinks (an average of three events) and does not immediately bleach after activation. Scale bar 20 nm. where A is the amplitude of the pair-correlation curve, x is the correlation length (cluster radius), and r loc is the average localization density. Additional considerations and details are previously described [1] [2] [3] . Using pair-correlation analysis incorporating α from SAMI (comparable imaging conditions were used for surfaces and cells), we found that PA-GFP-GPI clusters contain 1 to 4 proteins (8 cells, N = 16 ROIs). VSVG-PA-GFP, on the other hand, was characterized by clusters of mostly 3 proteins (6 cells, N = 12 ROIs). These protein distributions are consistent with previous results 1-2, 4 and other published data.
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Figure S8
. Apparent detected density as a function of surface protein concentration with SAMIqSMLM. Density values are calculated before (gray) and after (blue) incorporating the average number of fluorescent molecule appearances from SAMI. Normalizing density values with respect to the blue points, the average variance (calculated using the var function in MATLAB) was 4.9 for the gray points. All error bars represent SEM. Table S1 . Average localization precisions (Ave σ) for cell experiments with SEM.
